Indolizines are heteroaromatic compounds, and their synthetic analogues have reportedly showed promising pharmacological properties. In this study, a series of synthetic 7-methoxy-indolizine derivatives were synthesised, characterised and evaluated for in vitro wholecell anti-tuberculosis (TB) screening against susceptible (H37Rv) and multi-drug-resistant (MDR) strains of Mycobacterium tuberculosis (MTB) using the resazurin microplate assay method. The cytotoxicity was evaluated using the MTT assay. In silico molecular-docking study was conducted for compounds 5a-j against enoyl-[acyl-carrier] protein reductase, a key enzyme of the type II fatty acid synthesis that has attracted much interest for the development of novel anti-TB compounds. Thereafter, molecular dynamic (MD) simulation was undertaken for the most active inhibitors. Compounds 5i and 5j with the methoxy functional group at the meta position of the benzoyl group, which was at the third position of the indolizine nucleus, demonstrated encouraging anti-TB activity against MDR strains of MTB at 16 μg/mL. In silico studies showed binding affinity within the range of 7.07-8.57 kcal/mol, with 5i showing the highest binding affinity. Hydrogen bonding, π-π-interactions, and electrostatic interactions were common with the active site. Most of these interactions occurred with the catalytic amino acids (Pro193, Tyr158, Phe149, and Lys165). MD simulation showed that 5j possessed the highest binding affinity toward the enzyme, according to the two calculation methods (MM/PBSA and MM/GBSA). The single-crystal X-ray studies of compounds 5c and 5d revealed that the molecular arrangements in these two structures were mostly guided by C-H���O hydrogen-bonded dimeric motifs and C-H���N hydrogen bonds, while various secondary interactions (such as π���π and C-H���F) also contributed to crystal formation. Compounds 5a, 5c, 5i, and 5j exhibited no toxicity up to 500 μg/mL. In conclusion, 5i and 5j are promising anti-TB compounds that have shown high affinity based on docking and MD simulation results.
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Introduction
Mycobacterium tuberculosis (MTB) is the bacterial pathogen that underlies the infectious disease known as tuberculosis (TB). This disease affects the lungs and a number of other body systems and structures. According to WHO 2018 report, TB resulted in nearly 1.3 million deaths in those who are HIV-negative, and in 300,000 deaths among those who are HIV-positive [1] . Every year, new TB cases are reported worldwide and human immunodeficiency virus (HIV)-infected persons are up to 37 times more vulnerable to developing TB [2] . The development of multi-drug-resistant (MDR)-TB, extensively drug-resistant (XDR)-TB, and totally drug-resistant (TDR)-TB [3] , as well as co-infections with acquired immunodeficiency syndrome (AIDS) and the risks involved in cases of TB among patients with diabetes mellitus [4] , has resulted in a grave situation worldwide. Treating MDR-TB and XDR-TB is difficult, as second-line drugs have become far less effective [5] . This problem has been made worse by the evolution of TDR MTB strains [6] that are untreatable using the existing arsenal of anti-TB drugs. Based on the last 40 years of academic and pharmaceutical industry inventions, only bedaquiline (1) was the first novel anti-TB drug permitted by the United States Food and Drug Administration (US FDA) authority in December 2012 for the treatment of MDR-TB [7] , while delamanid (2) was the second anti-TB agent to be approved by the European Medicines Agency (EMA) in late 2013 [8] (Fig 1) .
Fatty-acid biosynthesis is critical in the synthesis of the mycobacterial cell wall. The enoyl-[acyl-carrier] protein reductase enzyme elongates fatty-acid chains. Further, it acts as a catalyst to reduce α-and β-unsaturated fatty acids that are in complex with the enzyme, and has become of great interest when developing synthetic indolizine compounds that demonstrate anti-TB activity [9, 10] . Indolizines are heteroaromatic compounds, and their synthetic analogues have reportedly demonstrated promising pharmacological properties [11] . Specifically, they have exhibited analgesic [12] , anticancer [13, 14] , antidiabetic [15] , antihistaminic [16] , anti-inflammatory [17, 18] , antileishmanial [19] , antimicrobial [20] , antimutagenic [21] , antioxidant [22] , antitubercular [10, 23] , antiviral [24] , larvicidal [25] , and herbicidal activities [26] . In continuation of our previous work aimed at developing such synthetic indolizine analogues as enoyl-[acyl-carrier] protein reductase enzyme inhibitors (Fig 2) , we undertake the screening of substituted 7-methoxy-indolizine analogues (Fig 3) to determine their whole-cell anti-TB properties against H3Rv and MDR strains of MTB using the resazurin microplate assay (REMA) plate method.
Our group recently investigated various substituted indolizine scaffolds for their synthesis, crystallography, and pharmacological properties, including their anticancer properties [14] , their larvicidal activity against Anopheles arabiensis [25, 27] , and their cyclooxygenase-2 (COX-2) inhibition properties (Fig 4) [18, 28] .
Owing to an urgent call for the development of novel scaffold as anti-TB agents, we recently launched a medicinal chemistry program aimed at developing novel, natural, cyclic depsi-peptides [29] and heterocyclic scaffolds as potential anti-TB agents [10, [30] [31] [32] . We previously reported the anti-TB activity of indolizines [10] , where a series of tri-substituted indolizines were identified as promising anti-TB agents. Among them, indolizine 8 (Fig 4) was found to be potent against H37Rv and MDR strains of MTB. Based on this observation we envisaged to synthesize and test 7-methoxy-indolizine analogues (5a-j) for anti-tubercular properties against H37Rv and MDR MTB strains.
Materials and methods

Materials
All chemicals reported here were obtained from Sigma-Aldrich Co. (St. Louis, MO, USA), while the solvents were obtained from MilliporeSigma (Burlington, MA, USA). Thin-layer chromatography (TLC) was employed to observe chemical reactions, and this process was performed on silica gel (Sigma-Aldrich Co.) on aluminum foil; n-hexane and ethyl acetate (4:6) were used as the solvent. The reactions were visualized under an ultraviolet (UV)-light/iodine chamber. A Büchi melting point B-545 apparatus was used to measure the melting points (Büchi, Labortechnik, Flawil, Switzerland). Infrared (IR) spectra were recorded on a Nicolet 6700 Fourier-transform infrared (FT-IR) spectrometer. Further, 1 H and 13 C-NMR spectra were recorded using Bruker AVANCE III 400 MHz (Bruker Corporation, Billerica, MA, USA) with CDCl 3 (solvent). Chemical shifts (δ) were indicated in ppm, with tetramethylsilane (TMS) as a reference; coupling constants (J) were recorded (Hz). The splitting pattern was documented as follows: s, singlet; d, doublet; q, quartet; and m, multiplet. Liquid chromatography (LC)-mass spectrometry (MS) (Agilent 1100 series) was used to measure the mass spectra, in conjunction with MSD and 0.1% aqueous trifluoroacetic acid in an acetonitrile system on the C18-BDS column. Elemental analysis was conducted using a FLASH EA 1112 CHN analyzer (Thermo Finnigan LLC, New York, NY, USA).
Synthesis of 1-(2-(4-substituted phenyl)-2-oxoethyl)-4-methoxypyridin-1-ium bromide (3a-3c). 4-Substituedphenacylbromide (1a) (0.0091 mol) was added to a well-stirred solution of 4-methoxypyridine (2a) (0.0091 mol) in dry tetrahydrofuran (12 mL) at ambient temperature; and the resulting reaction mixture was refluxed for 30 minutes (Fig 5) and monitored on TLC. The separated product was filtered, recrystallized using ethanol as a solvent, and dried at room temperature to afford a 98%-99% yield of 1-(2-(4-substitutedphenyl)-2-oxoethyl)-4-methoxypyridin-1-ium bromide (3a-3c).
1-(2-(4-cyanophenyl)-2-oxoethyl)-4-methoxypyridin-1-ium bromide (3a)
. Appearance: Yellow-colored product. Yield, 98%. Synthetic procedure for the preparation of diethyl 3-(4-cyanobenzoyl)-7-methoxyindolizine-1,2-dicarboxylate (5c) [ 
28]
A mixture of diethyl but-2-ynedioate (4a) (0.1 mmol) and K 2 CO 3 (0.1 mmol) was added to a stirred solution of 1-(2-(4-cyanophenyl)-2-oxoethyl)-4-methoxypyridin-1-ium bromide (3a) (0.1 mmol) in dry tetrahydrofuran (15 mL). The reaction medium was refluxed for 20 minutes and reaction completion was monitored on TLC. Once the reaction was complete, the solvent was removed and diluted with ethyl acetate. The organic layer was rinsed with water and brine and dried over sodium sulfate. The obtained residue was purified by column chromatography to afford a 79% yield of diethyl 3-(4-cyanobenzoyl)-7-methoxyindolizine-1,2-dicarboxylate (5c). Title compounds 5f and 5j were synthesized following the same procedure; Table 1 outlines the physicochemical constants of the characterized title compounds.
Title compounds 5a, 5b, 5d, 5e, 5g, 5h, and 5i were prepared and the physicochemical constants were compared with a previous report [18] and tabulated in Table 1 . The molecular structures of the test compounds are illustrated in Fig 3 . 
Crystallography
Crystal growth, single-crystal data collection, and refinement details. Suitable single crystals of compounds 5c and 5d were grown individually from the slow evaporation of toluene at ambient conditions. Single-crystal X-ray diffraction of 5c and 5d was performed using a Bruker SMART APEX II diffractometer with Mo-Kα radiation (χ = 0.71073 Å). Data collection was performed when the temperature reached 110 (2) K using an Oxford Cryostream cooling system (Bruker Apex II software) [33] . The Bruker SAINT software program was used to conduct cell refinement and data reduction [34] . SADABS was used for absorption correction [35] , while the structures were solved using SHELXS-97 [36] and refined using full-matrix least-squares methods based on . One of the-OC 2 H 5 groups (attached to the C19 atom) for the 5c structure was refined as a two-component positional disorder with the occupancy of 83:17. Geometric calculations were carried out using PLATON [39] . ORTEP and packing diagrams were created using the Mercury 3.5.1 (CCDC) program [40] . The crystal data and the structure refinement parameters are given in Table 2 .
Computational studies
Molecular-docking study. The three-dimensional (3D) molecular structures of the studied compounds (5a-5j) were built using Gaussview and optimized using an AM1 semi-empirical method to their ground state level using Gaussian09 [41] . The crystal structure of the enoyl-[acyl-carrier] protein reductase enzyme was downloaded from the Protein Databank RCSB (PDB; PDB code entry: 1ZID), in which the enzyme was crystalized with an isonicotinic acyl NADH inhibitor. To prepare the protein for docking, water molecules, inhibitor molecules, and any co-crystalized molecules were removed. Autodock 4 [42] was used to dock the studied compounds at the active site of the enzyme. First, the crystalized inhibitor was docked to verify the docking procedure and to confirm the position of the active site; the remaining compounds used the same procedure, in which Kollman-united atom charges neutralized the enzyme with a grid box of 60×60×60 with 0.375 Å distance between points. Then, 250 runs for each inhibitor were carried out using a Lamarckian genetic algorithm. The docked conformations were clustered and ranked according the binding free energy. Discovery Studio 5.0 visualizer was used to visualize the best docked poses and to elucidate the intra-molecular interactions at the enzyme's active site. Molecular-dynamics simulation. Amber14 was used to perform all simulations for the enzyme-inhibitor complex immersed in a water box using a TIP3P explicit solvent; an ff14SB force field was employed at a temperature equal to 300 K [43] . Four sodium ions were added to neutralize this system. The system was minimized in two steps, followed by 2.0 fs time step simulations with a cutoff of 10 Å for non-bonded interactions. Short simulation with a constant-volume periodic boundary was performed to increase the temperature from 0 K to 300 K, followed by 3.5 ns of a constant-pressure periodic boundary MD at 300 K using the Langevin thermostat. The same procedure was performed for the enzyme complex and the most active ligands (5i and 5j), as well as for the enzyme that did not have any inhibitor (for comparative purposes).
Antitubercular activity
Resazurin microplate assay (REMA). Anti-TB screening of test compounds 5a-j was performed using the colorimetric REMA plate method [31, 44] .
Determining the minimum inhibitory concentration (MIC). All test compounds (5a-j) were further evaluated by the agar incorporation method, which was performed three times, and which targeted an H37Rv strain and an MDR-TB strain (isoniazid = 0.2 μg/mL and rifampicin >1.0 μg/mL). MIC determination was performed [45] , with some modifications. A Level II Biosafety laboratory was used to carry out this experiment. MTB reference strain H37Rv (American Type Culture Collection [ATCC], Manassas, VA, USA: 25177) and MDR-TB were cultured in Middlebrook 7H11 medium for a total of 3 weeks [46] . The strain was supplemented with OADC (0.005%, v/v, oleic acid; 0.2%, w/v, glucose; 0.085%, w/v, NaCl; 0.02%, v/ v, catalase; and 0.5%, 171 w/v, bovine serum albumin [BSA]), and incubated at a temperature of 37˚C. Fresh cultures were used to in the preparation of a standardized inoculum in a sterile tube containing 0.05% Tween 80 and 4.5 mL of phosphate buffer; (5 mm in diameter) were used for vortexing. The bacterial supernatant was then standardized to McFarland Number 1 with water, yielding a bacterial concentration of~1×10 7 cfu/mL. The bacterial suspension was diluted with water; then, a total of 100 μL of the dilution was placed onto Middlebrook 7H10 agar plates containing drug doses ranging from 8-0.125 μg/mL (to begin, 8 μg/mL of the drug was dissolved in distilled water and then diluted twofold to reach the desired concentration before being added to the agar medium). The MICs of the drugs (i.e., that inhibited >1% of the organism's growth when compared with controls) were obtained 3 weeks following incubation. Table 3 presents the anti-TB results when compared with H37Rv (ATCC: 25177), MDR-MTB, and XDR-MTB.
Safety studies-cytotoxicity assay
Title compounds 5a, 5c, 5i, and 5j which exhibited anti-TB activity against MDR strains of MTB, were subjected to safety studies by 3-(4,5-dimethylthiazol-2-yl) -2,5-diphenyltetrazolium bromide (MTT) assay. The MTT cytotoxicity assay is used to evaluate the cytotoxic effects of the most promising compounds against peripheral blood mononuclear cells (PBMCs)-i.e., 5a, 5c, 5i, and 5j -according to the described protocol [47] .
Results and discussion
Chemistry
To explore the role of various functional groups on the indolizine nucleus, a series of indolizine scaffolds were synthesized using a greener synthetic approach and the yield was found to be in the range of 73%-85% following purification by column chromatography. The synthetic scheme for the construction of the title compounds (5a-j) is illustrated in Fig 5, and the physicochemical characteristic details are tabulated in Table 1 . The intermediates required to develop novel title compounds 5c, 5f, and 5j were synthesized between 92%-99% yield and the characterization details are listed under the experimental section. Title compounds 5a-c, 5d-f, and 5g-h were prepared with nitrile, fluoro, and bromo functional groups, respectively, at the para position of the benzoyl group at the third position of the indolizine nucleus. Compounds 5i and 5j were prepared by having a methoxy functional group at the meta position of the benzoyl group, which is at the third position of the indolizine nucleus. Compounds 5a, 5d, 5g, and 5i were unsubstituted at the second position of the indolizine nucleus, whereas compounds 5b, 5e, and 5h had a methyl substituent at the second position of the indolizine nucleus. Conversely, compounds 5c, 5f, and 5j had an ethyl ester functional group at the second position of the indolizine nucleus. The molecular structure of the resynthesized compounds 5a, 5b, 5d, 5e, 5g, 5h, and 5i was confirmed by LC-MS and melting-point determination. Novel compounds 5c, 5f, and 5j were prepared using a green chemistry approach, and their molecular structures were confirmed by FT-IR, NMR ( 1 H and 13 C), LC-MS, and elemental analysis. FT-IR spectra of the title compounds 5c, 5f, and 5j exhibited carbonyl stretching at the 1737-1738 cm -1 range. In the case of proton nuclear magnetic resonance (NMR) spectra, the singlet peak for the methoxy group was observed at 3.98-3.99 ppm. During 13 C NMR, carbonyl carbon stretching for compounds 5c, 5f, and 5j was observed in the range of δ = 184.77-184.89. The molecular ion peaks of the compounds observed on LC-MS were in alignment with their molecular mass, whereby the results were within ±0.4% of the calculated theoretical values. cLogP of the title compounds was calculated using ChemDraw Prof version 16.0 and the calculated results were 3.9570-5.7483. The bromo group at the para position of the benzoyl group, which is at the third position of the indolizine nucleus, exhibited the highest cLogP value at 5.7483. Selected title compounds 5c and 5d were subjected to single-crystal X-ray studies and crystal data were deposited into the Cambridge Crystallographic Data Centre (CCDC; numbers 1873349 and 1873348, respectively). MIC, minimum inhibitory concentration. � These isolates were found to be resistant to the first-line antibiotics rifampicin (1 μg/mL), and isoniazid (0.2 μg/mL).
NA: not active
https://doi.org/10.1371/journal.pone.0217270.t003
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Crystallography
Analysis of the crystal structures of compounds 5c and 5d. The single-crystal X-ray diffraction study for the title compound revealed that 5c crystallizes in the monoclinic P2 1 /n space group with two symmetrical free molecules (Z 0 = 2), while the 5d crystallizes in the P-1 space group of the triclinic crystal system, consisting of one molecule (Z 0 = 1) in the asymmetric unit (Table 3 ). The molecular structures of both 5c and 5d are shown in Fig 6, which depicts that the molecular conformation in the crystal of 5c is primarily stabilized via intramolecular C-H���O, C���O, and C���C(π) contacts. Similarly, intramolecular C-H���O contacts lock the crystal conformation in molecule 5d. Looking for the supramolecular structure of 5c, the presence of two symmetry-independent molecules forms a dimeric motif, which is stabilized by C-H���O, C-H���N and C-H���π hydrogen bonds (see molecules in black and green; Fig 7A) . Such hydrogen-bonded dimers (light-red shaded circle in Fig 7B) further extend along the bcrystallographic direction via a C-H���O hydrogen bond, forming a layer of molecules. These molecular layers are assembled through C-H���O and π���π stacking interactions in a parallel manner (see shaded circles) along the crystallographic c-direction to complete the two-dimensional crystal structure of 5c. Conversely, the crystal structure formed by 5d molecules is primarily governed by C-H���O hydrogen-bonded dimers (light-blue shade, Fig 7C) .
In addition, weak C-H���F (light-green) dimers also provide further support in the formation of molecular sheet-like supramolecular constructs down the bc-crystallographic plane. These molecular sheets are further stacked along the a-direction (Fig 7C) . The geometrical parameters of all possible intra-and intermolecular interactions for both 5c and 5d crystal structures are provided in Table 4 .
Computational studies Docking calculations. To investigate the binding affinity of the studied compounds and to establish potential correlations between the experimental results, a docking study was performed at the active site of the enzyme. The binding affinity and predicted inhibition constant are summarized in Table 5 . Indeed, the 10 derivatives showed binding affinity within the range of 7.07-8.57 kcal/mol, with 5i showing the highest. Obviously, the non-bonding interactions between the ligands and amino acids at the active site are responsible for the formation of a stable enzyme-inhibitor complex. For that, the formed complexes with the best binding affinity were visualized and the interactions with the active site were investigated (the Fig 6. Thermal ellipsoidal plots drawn at the 50% probability level for the crystal structures of (a) 5c (second symmetry independent molecule has been omitted for clarity, Z' = 2) and (b) 5d. Dotted lines indicate intramolecular interactions.
interactions are detailed in Fig 8) . Hydrogen bonding, pi-pi interactions, and electrostatic interactions are common at the active site. In addition, most of these interactions occurred with the active site residues Pro193, Tyr158, Phe149, and Lys165. Molecular dynamic simulations. As shown in Table 2 , 5I and 5J showed the highest anti-TB biological activity, which was supported by the results of the docking study. To study the stability of the complexes of these compounds with the active site, molecular-dynamic simulation was performed for 3.5 ns (Fig 9) . At the beginning, the complexes were optimized, Anti-tubercular activity of indolizine analogues relaxed, and equilibrated followed by long simulation for around 3.0 ns. Following the stability of the simulated complexes, molecular mechanics/Poisson-Boltzmann surface area (MM/ PBSA) and molecular mechanics/generalized born surface area (MM/GBSA) were computed; these are widely used to estimate the free binding energy, as shown in Table 6 . It was clear that 5j showed higher binding affinity toward the enzyme, according to the two methods of calculation (MM/PBSA and MM/GBSA), which is in contrast with the docking results. It is well known that the docking process is performed while the structure of the enzyme is fixed. In contrast, as the MM/PBSA and MM/GBSA calculations are based on the molecular dynamic simulation, the enzyme-inhibitor complex is flexible which may enhance the reliability of results. Fig 10 illustrates the interaction of ligands 5i and 5j at the active site of the enoyl-[acylcarrier] protein reductase enzyme following the simulation.
Anti-TB activity
Title compounds 5a-5j were evaluated for their MIC against H37Rv and MDR strains of MTB (Table 2) . Compounds 5i and 5j have a methoxy group at the meta position of the benzoyl group, which was at the third position of the indolizine nucleus; they exhibited similar anti-TB activity at 8 μg/mL against the H37Rv strain and at 16 μg/mL against the MDR strains of MTB. Compound 5a, which has a nitrile group at the fourth position of the benzoyl group, revealed activity at 8 μg/mL against H37Rv and at 32 μg/mL against MDR strains of MTB. However, diethyl ester functional groups on the indolizine nucleus in compound 5c with the nitrile group at the fourth position of the benzoyl group showed anti-TB activity at 8 μg/mL against H37Rv and at 32 μg/mL against MDR strains of MTB. Although compounds 5e and 5f exhibited anti-TB activity against the susceptible H37Rv strain at 32 μg/mL, they failed to show anti-TB Anti-tubercular activity of indolizine analogues activity against MDR strains of MTB; meanwhile, compounds 5b, 5g, and 5h exhibited no activity against either of the anti-TB strains in the experiment.
Safety studies
The anti-TB test compounds 5a, 5c, 5i, and 5j from the series in Fig 5 were evaluated in safety studies by MTT assay. It was found that test compounds 5a, 5c, 5i, and 5j exhibited no toxicity up to 500 μg/mL across PBM cell lines.
Conclusions
Indolizine compounds were previously identified as a class of anti-TB agents against MDR strains of MTB. Here, we presented our medicinal chemistry efforts that were aimed at screening indolizine analogues with various functional groups to determine their anti-TB activity in vitro. We performed computational docking for the compounds 5a to 5j and dynamics simulations for the compounds 5i and 5j, and we also detailed the crystallographic insights of two selected compounds that had different substituents to assess the role of inter-and intra-molecular interactions. Compounds 5i and 5j emerged as promising anti-TB agents against MDR strains of MTB with no toxicity up to 500μg/mL. Docking and MD-simulation results tended to support the corresponding observed biological activity; these data showed that 5j has higher binding affinity when compared with 5i. The findings of the crystallographic analysis clearly suggest that the molecular arrangements of the 5c and 5d structures are mostly guided by C-H���O hydrogen-bonded dimeric motifs and C-H���N hydrogen bonds, while various secondary interactions (including π���π and C-H���F) were also found to contribute to the crystal formation. 
